In order not to invalidate the test for bacterial sterility of a biological product, the growth inhibitory effect of added bactericides or bacteriostatics should be either neutralized by some way or other or diluted out in a large volume of medium.
Organo-mercuric antiseptics are used in various kinds of biological products as the preservative, and several procedures to make the antiseptic ineffective in sterility test media have been proposed (Brewer, 1944; Pittman, 1946; Bonnel and Raby, 1957; Didenko, 1957; Romanov et al., 1959) . The medium established by Brewer (1944 and 1944) and Pittman (1946) is excellent and considered sufficient to inactivate the mercuric antiseptic (National Institutes of Health, 1954) . This medium has been adopted in many countries (Public Health Service Regulations, 1962; Scheibel and Bentzon, 1957; Requirements, 1960) , and our minimum Requirements for sterility test (Minimum Requirements of Biologic Products, 1962) was originally described on the basis of their studies.
Our experiences, however, suggested that the method was not always effective to some species of microorganisms sensitive to the mercuric antiseptics. On the other hand, though fungi are known to be, in general, sensitive to mercuric preservatives, no device has been proposed for use in the test for mycotic sterility of products preserved with mercuric antiseptics, except that of Scheibel and Bentzon (1957) .
In this situation, a study has been performed to directly follow up the inactivation of the antiseptic in a sterility test medium.
For this study a method of measuring a minute amount of the antiseptic with regard to its antiseptic activity is indispensable. The colorimetric method using dithizone solution in CC14 is inadequate for the purpose, not only because its sensitivity is insufficient but also because it cannot detect the antiseptic activity.
Engley (1950) employed a paper disc method to compare mercuric antiseptics, but it was only qualitative. More recently, Hara, et al. (1959) established a microbiological assay method for organo-mercuric antiseptics, and proposed an analytical method for determination of organo-mercuric antiseptics in biological products using the chemical and microbiological assays collaterally. Their method overcame one of the weak points of the chemical method, and has opened a way to directly pursue the antiseptic activity * The Japanese texts of this report were published in Medicine and Biology (Ikuta , 1960a (Ikuta , , 1960b , Nisshin-Igaku (Ikuta, 1960c) , and Japan J. Med. Mycol., (Ikuta, 1960d 
Effects on the Microbiological Assay of the Ingredients in the Media
Experiment 2. To each of fluid thioglycollate medium containing neither thioglycollate nor L-cystine, Sabouraud medium, nutrient broth and distilled water, various concentrations of SEMT were added and their effects on the inhibition of growth of the indicator strain by SEMT were tested.
As shown in Fig. 2 , no ingredient contained in fluid thioglycollate medium, excepting thioglycollate and L-cystine, Sabouraud medium and nutrient broth showed effect upon the inhibition of growth by SEMT. the inoculating amount of a sample was expected to improve the above-mentioned drawback of the present method, if it is considered necessary. As the medium for mycotic sterility Sabouraud medium was investigated too. A method by which thioglycollate is added into Sabouraud medium has been employed in certain laboratories. The present experiments showed that a sufficient concentration of thioglycollates made the growth of the majority of fungi possible even in the ordinary ratio of the amount of medium to that of the sample to be inoculated. In this case, agar and pH were found to have a certain important role. Its meaning has not yet been clarified.
Thus, as far as the test for mycotic sterility is concerned, we could have a useful method by addition of a sufficient amount of thioglycollates and agar to Sobouraud medium.
SUMMARY
It was suggested that the fluid thioglycollate medium was insufficient for the test for mycotic sterility of biological products containing mercuric preservatives.
Employing a microbiological assay method for the antiseptic activity of sodium ethylmercurithiosalicylate, the inactivation of the antiseptic in the sterility test media was followed up. And some ingredients used in the sterility test media were tested for the effect of antiseptic on the inactivation. Though the proposed assay method in which the statistical method was applied and some strains highly sensitive to the mercuric antispetics were used, was very sensitive and sufficiently accurate, it was found thatt there was a certain limit of availability.
From the results obtained in a number of experiments, the medium of choice for mycotic sterility test was a Sabouraud medium added with thioglycollate at a relatively high concentration and agar. The agar might not be an essential factor, but seemed to minimize the effect of pH on the inactivation of the antiseptic in the medium and to act on the medium to keep its inactivating activity. 
